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ABSTRACT The increasing clinical importance of human infections (frequently se-
vere) caused by Clostridium difﬁcile PCR ribotype 078 (RT078) was ﬁrst reported in
2008. The severity of symptoms (mortality of 30%) and the higher proportion of
infections among community and younger patients raised concerns. Farm animals,
especially pigs, have been identiﬁed as RT078 reservoirs. We aimed to understand
the recent changes in RT078 epidemiology by investigating a possible role for anti-
microbial selection in its recent evolutionary history. Phylogenetic analysis of inter-
national RT078 genomes (isolates from 2006 to 2014, n 400), using time-scaled,
recombination-corrected, maximum likelihood phylogenies, revealed several recent
clonal expansions. A common ancestor of each expansion had independently ac-
quired a different allele of the tetracycline resistance gene tetM. Consequently, an
unusually high proportion (76.5%) of RT078 genomes were tetM positive. Multiple
additional tetracycline resistance determinants were also identiﬁed (including efﬂux
pump tet40), frequently sharing a high level of nucleotide sequence identity (up to
100%) with sequences found in the pig pathogen Streptococcus suis and in other
zoonotic pathogens such as Campylobacter jejuni and Campylobacter coli. Each RT078
tetM clonal expansion lacked geographic structure, indicating rapid, recent interna-
tional spread. Resistance determinants for C. difﬁcile infection-triggering antimicrobi-
als, including ﬂuoroquinolones and clindamycin, were comparatively rare in RT078.
Tetracyclines are used intensively in agriculture; this selective pressure, plus rapid,
international spread via the food chain, may explain the increased RT078 prevalence
in humans. Our work indicates that the use of antimicrobials outside the health care
environment has selected for resistant organisms, and in the case of RT078, has con-
tributed to the emergence of a human pathogen.
IMPORTANCE Clostridium difﬁcile PCR ribotype 078 (RT078) has multiple reservoirs;
many are agricultural. Since 2005, this genotype has been increasingly associated
with human infections in both clinical settings and the community. Investigations of
RT078 whole-genome sequences revealed that tetracycline resistance had been ac-
quired on multiple independent occasions. Phylogenetic analysis revealed a
rapid, recent increase in numbers of closely related tetracycline-resistant RT078
(clonal expansions), suggesting that tetracycline selection has strongly inﬂuenced
its recent evolutionary history. We demonstrate recent international spread of
Citation Dingle KE, Didelot X, Quan TP, Eyre
DW, Stoesser N, Marwick CA, Coia J, Brown D,
Buchanan S, Ijaz UZ, Goswami C, Douce G,
Fawley WN, Wilcox MH, Peto TEA, Walker AS,
Crook DW. 2019. A role for tetracycline
selection in recent evolution of agriculture-
associated Clostridium difﬁcile PCR ribotype
078. mBio 10:e02790-18. https://doi.org/10
.1128/mBio.02790-18.
Editor Paul Keim, Northern Arizona University
Copyright © 2019 Dingle et al. This is an open-
access article distributed under the terms of
the Creative Commons Attribution 4.0
International license.
Address correspondence to Kate E. Dingle,
kate.dingle@ndm.ox.ac.uk.
Received 21 December 2018
Accepted 31 January 2019
Published 12 March 2019
RESEARCH ARTICLE
Ecological and Evolutionary Science
crossm
March/April 2019 Volume 10 Issue 2 e02790-18 ® mbio.asm.org 1
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
emergent, tetracycline-resistant RT078. A similar tetracycline-positive clonal ex-
pansion was also identiﬁed in unrelated nontoxigenic C. difﬁcile, suggesting that
this process may be widespread and may be independent of disease-causing
ability. Resistance to typical C. difﬁcile infection-associated antimicrobials (e.g.,
ﬂuoroquinolones, clindamycin) occurred only sporadically within RT078. Selective
pressure from tetracycline appears to be a key factor in the emergence of this
human pathogen and the rapid international dissemination that followed, plausi-
bly via the food chain.
KEYWORDS Clostridium difﬁcile, tetracycline resistance, whole-genome sequencing,
phylogenetic analysis, emerging pathogen, PCR ribotype 078
Clostridium difﬁcile infection (CDI) is a signiﬁcant international challenge, affectingpatients in community and health care environments worldwide (1–3). The severity
of symptoms ranges from mild diarrhea to pseudomembranous colitis and toxic
megacolon. Crude 30-day mortality in the United Kingdom is 16% (in a setting of
endemicity) and can exceed 30% (4, 5), while it has been estimated that almost half a
million CDIs caused 29,000 deaths in a single year in the United States (2).
The molecular epidemiology of CDI varies both temporally and geographically,
frequently in response to local antimicrobial prescribing (2, 6–8). Clinically important
outbreak-associated genotypes can emerge when the inherent resistance of C. difﬁcile
to cephalosporins (9) is supplemented with acquired resistance to certain high-risk
antimicrobials, including clindamycin (10) and, more recently, ﬂuoroquinolones. The
latter contributed to the emergence of multiple phylogenetically unrelated outbreak-
associated genotypes, including “hypervirulent” PCR ribotype 027 (11–13). However,
the reason(s) for the changing prevalence of other clinically important C. difﬁcile
genotypes is frequently unknown (14).
The increased importance of C. difﬁcile RT078 as a human pathogen was ﬁrst
reported in The Netherlands, with CDI cases rising from 3% to 13% during 2005 to 2008
(15). Around the same time, a 10-fold increase was noted in North America (16). Similar
increases and occasional outbreaks were subsequently recorded throughout Europe
(17–19), and the incidence of C. difﬁcile RT078 infections has recently increased to 4.4%,
9.7%, and 8.1% of total CDI cases in North America, England, and Scotland, respectively
(2, 20–22). Three distinctive features of RT078-associated CDI raise speciﬁc concerns,
namely, increased severity of disease with the highest genotype-speciﬁc mortality rate
(15, 23), a higher proportion of community-associated disease, and more infections in
younger age groups than by other genotypes (2, 12, 15, 24).
The agricultural association of C. difﬁcile RT078 is reﬂected in its isolation from sick
and healthy animals (frequently pigs), bird droppings, vermin, and the farm environ-
ment (25–28). However, in common with many other toxin-producing C. difﬁcile
genotypes, ribotype RT078 can be carried asymptomatically by human infants and
adults (29, 30). Isolates of RT078 recovered from humans and animals are genetically
very similar and can be identical (30). This genotype has also been isolated from a
variety of retail meat products, including pork, beef, and others (31, 32). Therefore, the
natural reservoirs of RT078 support the hypothesis that humans become colonized via
the food chain and/or the environment (25).
Whole-genome sequence data have been used to study the emergence and trans-
mission of many bacterial pathogens. The international dissemination of hypervirulent
ﬂuoroquinolone-resistant C. difﬁcile 027 was revealed in this way (12), and its rapid
localized nosocomial transmission was demonstrated, as with other ﬂuoroquinolone-
resistant genotypes (8). Here, we used whole-genome sequencing and phylogenetic
approaches to study the recent evolutionary history of C. difﬁcile RT078 and to inves-
tigate the hypothesis that the recent clinical prominence of this genotype has been due
to antimicrobial selection.
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RESULTS
The role of antimicrobial selection in the emergence of C. difﬁcile RT078 was
investigated using a large (n 400), international collection of genomes from the
United Kingdom, Europe, and North America (see Table S1 in the supplemental
material) (8, 29, 30, 33, 34). Virtually all RT078 C. difﬁcile strains share the same
multilocus sequence type (ST), ST11 (35). However, this ST also includes the very closely
related PCR ribotypes RT126, RT033, RT045, and RT066 (36) (the relationship to RT078
is shown phylogenetically in Fig. S1 in the supplemental material). Most of these
ST11-associated PCR ribotypes (RT033, RT045, and RT066) are relatively rare clinically,
with the possible exception of RT126 (18), which appears in our phylogeny to be
descended from (rather than predating) RT078 (Fig. S1). Only one of the RT078
genomes included was a single-locus variant of ST11, namely, ST317. The overall
proportion of RT078 within the collections from which the study genomes were
sourced (see Materials and Methods) was 3% to 4%, because these data sets are
dominated by RT027. The genomes studied are referred to here as RT078. The presence
of determinants of resistance to tetracyclines (tetM), ﬂuoroquinolones (gyrA/B substi-
tutions), aminoglycosides [aphA1 or AAC(6’)-APH(2’)], and clindamycin (ermB) within
these genomes was assessed (Table 1 and 2).
Prevalence of antimicrobial resistance determinants in C. difﬁcile RT078. tetM,
the presence of which leads to a tetracycline-resistant phenotype (30, 37, 38), was by
TABLE 1 Antimicrobial resistance accessory genes used to search C. difﬁcile whole-genome sequencesa
Accessory gene
Reference
sequence
(GenBank) Protein encoded
Antimicrobial resistance
phenotype
(predicted)
tetMd NG_048243.1 Ribosomal protection protein Tetracycline
tetO AY394561.1 Ribosomal protection protein Tetracycline
tetW FR838948.1 Ribosomal protection protein Tetracycline
tetO/32/Ob AJ295238.3 Ribosomal protection protein Tetracycline
tetB(P) NG_048319.1 Ribosomal protection protein Tetracycline
tet40 JQ280445.2 Efﬂux pump Tetracycline
tetA(P) AB054980.1 Efﬂux pump Tetracycline
tetLc NG_048203.1 Efﬂux pump Tetracycline
ermBe HG002387.1 rRNA adenine N-6-methyltransferase Macrolide-lincosamide-streptogramin B (MLSB)
antibiotics, including clindamycin
aphA1f M26832.1 Aminoglycoside 3=-phosphotransferase Aminoglycoside (streptomycin)
AAC(6’)-APH(2’) M13771.1 6’-N-Acetyltransferase and 2-O-phosphotransferase
activities, bifunctional
Most clinically important aminoglycosides,
aAdditional classes of tetracycline resistance ribosomal protection proteins were searched for but not found, including those encoded by tet, otrA, tetS, tetQ, tet36, tetT,
and tet44 (75, 76). Additional tetracycline efﬂux pumps were searched for but not found, including those encoded by tetA, tetB, tetC, tetD, tetE, tetG, tetH, tetJ, tetV,
tetY, tetZ, tet30 (75).
bRibosomal protection protein gene mosaic (77).
cOnly found in ST54(012) (not RT078).
dtetM confers tetracycline resistance phenotype (30, 37, 38).
eMacrolide-lincosamide-streptogramin B (MLSB) resistance phenotype (conferred by the gene ermB) including clindamycin resistance, which has been associated with
CDI outbreaks (10, 78–80).
fAminoglycoside resistance as conferred by aphA1 (30).
TABLE 2 Antimicrobial resistance housekeeping genes used to search C. difﬁcile whole-
genome sequences
Housekeeping
gene
Nonsynonymous
substitution
Protein
modiﬁed
Antimicrobial resistance
phenotype
gyrAa T(82)I DNA gyrase subunit A Fluoroquinolones
gyrBa D(426)N DNA gyrase subunit B Fluoroquinolones
rpoBb R(505)K  subunit RNA polymerase Rifampicin
aResistance to ﬂuoroquinolones in C. difﬁcile can be accurately predicted by the presence of the
nonsynonymous mutations in the following genes: gyrA C(245)T [T(82)I] and gyrB G(1276)A and [D(426)N] (8
[Table S1], 81–83).
bThe R(505)K substitution is the most frequently identiﬁed single substitution resulting in high-level
(32 mg/liter) resistance to rifampin (83, 84).
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far the most prevalent antimicrobial resistance determinant in RT078, at 77.5% (148/
191) among Oxfordshire and Leeds genomes, 76.4% (84/110) among Scottish genomes,
and 75.0% (24/32) among North American and European genomes (Table S1). gyrA/B
substitutions, which reduce susceptibility to ﬂuoroquinolones, were less prevalent, at
13.0% (25/191) among Oxfordshire and Leeds RT078 genomes, 10.0% (11/110) among
Scottish RT078 genomes, and 18.9% (6/32) in North American and European RT078
genomes. Similarly, aphA1 (aminoglycoside resistance) was detected in 21.5% (41/191)
of the Oxfordshire and Leeds genomes, 9.1% (10/110) of the Scottish genomes, and
40.6% (13/32) of the North American and European genomes. Finally, ermB (clindamy-
cin resistance) occurred in 4.2% (8/191) of the Oxfordshire and Leeds genomes, 4.5%
(5/110) of the Scottish genomes, and 18.8% (6/32) of the North American and European
RT078 genomes. The co-occurrence of different resistance determinants (including
tetracycline resistance determinants) within RT078 was found to be variable (Table S1).
Prevalence of tetM in the clinical C. difﬁcile population. To determine whether
the high level of tetM prevalence in RT078 was unusual among clinical C. difﬁcile
isolates, all available additional genomes of other genotypes (deﬁned by ST/PCR
ribotype) from the same isolate collections (except those comprising only RT078—the
Scottish [ﬁrst described here] and Dutch [30] isolates) were examined for the presence
of tetM (Fig. 1A). The non-RT078 genotypes were described using the notation
FIG 1 Prevalence of tetracycline resistance determinants in RT078 and other clinically relevant C. difﬁcile genotypes. (A) Proportion (percentage) of each
clinically important genotype that was positive for the ribosomal protection protein (RPP) gene tetM. Data are shown for genotypes having 10 genomes or more,
from isolate collections representing Oxfordshire (EIA positives and negatives, infant and farm) and Leeds, North America, and Europe (Optimer clinical trial)
(8, 29, 30, 33, 34). The total number of isolates of each genotype is shown above the bar. Clades are deﬁned as described in reference 69. (B) Numbers of
genomes in the collections described above which contained additional non-tetM tetracycline resistance determinants. For the ST11(078) genotype, the
additional Scottish (n 110) isolate collection was also included (indicated by “110” above the bar at the left). Therefore, a total of 340 ST11(078) isolates
were examined (the n 230 described in the panel A legend above plus an additional n 110 Scottish ST11s), the aim being to illustrate the overall prevalence
of “non-tetM” tetracycline resistance determinants within this genotype.
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ST37(017) to indicate, for example, multilocus sequence type (MLST) 37 and the
equivalent PCR ribotype (017).
Genotypes could be classiﬁed as (i) 60% tetM positive, (ii) 0% but 20% tetM
positive (the majority being 5%), or (iii) tetM not detected (Fig. 1A). Non-RT078
genotypes were 20% tetM positive, with the notable exceptions of ST37(017) (52/80,
65.0%), ST54(012) (35/58, 60.0%), ST35(046) (27/39, 69.2%), and ST48 (8/12. 67.0%), plus
nontoxigenic ST26(140) (65/65, 100%) (Fig. 1A). Therefore, at over 75%, RT078 was the
most highly tetM-positive clinically relevant genotype.
Prevalence of additional tetracycline resistance determinants in the clinical C.
difﬁcile population. Genomes were assessed for the presence of additional tetracy-
cline resistance determinants (Fig. 1B) (Table 1; see also Table S1). The tetracycline
efﬂux pump gene tet40 was present in 22.4% (76/340) RT078 (Fig. 1B; Oxfordshire,
Leeds, Optimer Europe and North America, and Scotland genomes; n 340, excluding
previously published Dutch genomes [n 60] because they had undergone prior
analysis for tetracycline resistance [30]; however, for completeness, they are included in
Table S1). Non-tetM ribosomal protection proteins were present in 6.5% (22/340) RT078
(Fig. 1B). In contrast to RT078, only one or two genomes of other ST/PCR ribotypes were
positive for alternative tetracycline resistance determinants, except ST54(012) (n 54),
in which eight examples of four additional tetracycline resistance determinants were
found, and ST33(216), which contained 10/25 (40%) tetAB(P) (Fig. 1B).
United Kingdom-representative RT078 phylogeny. A United Kingdom-speciﬁc
RT078 phylogeny was constructed using genomes from clinical infections in Oxford-
shire (n 78), the Leeds region (n 104), and Scotland (n 110) (Fig. 2A and B; see
also Table S1). Annotation revealed minimal evidence of geographic structure, con-
trasting markedly with the highly structured distribution of tetM sequences (Fig. 2B and
C) described in detail below (maximum likelihood [ML] phylogeny obtained before
dating also supplied; see Fig. S2).
Prior to annotation, distinct tetM allele sequences were assigned a number (available
at https://pubmlst.org/bigsdb?dbpubmlst_cdifﬁcile_seqdef&pagedownload
Alleles). Among the tetM-positive United Kingdom RT078 genomes, the following three
tetM alleles predominated: tetM 10 (36/292, 12.3%), tetM 16 (101/292, 34.6%), and tetM
19 (78/292, 26.7%) (Fig. 2B). Colored bars (Fig. 2B) (or branches in Fig. S1) were used to
identify distinct tetM alleles. Each of tetM alleles 10, 16, and 19 were carried by closely
related, Tn916-like conjugative transposons (well-established Gram-positive tetM-
carrying mobile elements) (37). Independent acquisition events, estimated from the
phylogeny to have occurred between 1995 and 2006, were suggested by their unique
chromosomal insertion sites (Fig. 2B, circular map) and by the level of nucleotide
sequence identity across the Tn916-like elements on which they were carried (87% to
100%, depending on the region compared) (Fig. S3). Acquisition of tetM 16 or tetM 19
was associated with signiﬁcantly shorter branch lengths (conﬁrmed by median evolu-
tionary distinctiveness [ED] scores of 3.78 and 3.58, respectively, versus 7.22 for
branches representing genomes lacking a ribosomal protection protein gene;
P 0.001). This observation is consistent with the presence of clonal expansion in
response to tetracycline-associated selection pressure (Fig. 2B and C); signiﬁcantly
lower ED scores indicate unexpectedly short branches (39). It is possible that, for a given
branch, there could be some genetic change other than tetM that was the cause of the
clonal expansion, but since the same pattern was observed on several independent
branches where tetM was acquired, each time within a different Tn916 variant (Fig. S3),
it seems very likely that this underlies the clonal expansion. The acquisition of efﬂux
pump tet40 on its own was not associated with clonal expansion, with only a slightly
higher median evolutionary distinctiveness score than was calculated for tet40 absence
(Fig. 2C).
The same phylogeny was annotated for the presence of additional resistance
determinants (conferring aminoglycoside, ﬂuoroquinolone, or clindamycin resistance;
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FIG 2 United Kingdom-representative, time-scaled RT078 phylogeny revealing a lack of geographic structure but strong structuring of tetracycline
resistance. (A) Map showing the areas of the United Kingdom from which the RT078 C. difﬁcile genomes were obtained. (B) Time-scaled ClonalFrameML
phylogeny constructed using genomes from United Kingdom C. difﬁcile isolates, comprising Oxfordshire (n 78), Leeds (n 104), and Scottish (n 110)
isolates. Branch colors, as deﬁned for panel A, denote the location of each genome. Colored bars to the right of the phylogeny indicate the presence of
tetracycline resistance determinants; ribosomal protection protein (RPP) allele sequences detected within each genome were assigned numbers to identify
distinct nucleotide sequences of tetM, tetO/32/O, tetO, or tetW. To the right of the phylogeny, the chromosomal locations of the three most prevalent tetM
alleles (designated tetM 10, 16, and 19) relative to the RT078 M120 genome (NCBI reference sequence NC_017174.1) are shown. All phylogenies included
in this study are directly comparable post-1990, i.e., in the time frame of RT078 emergence; the gray shaded block over the region corresponding to the
time period prior to that date indicates that region is not scaled identically and should not be used for comparisons. (C) The extent to which RT078 clonal
expansions are associated with geographic structure and tetracycline resistance (ribosomal protection proteins and efﬂux pumps) was determined using
two-sided quantile regression. (Left) Differences in median evolutionary distinctiveness scores compared to Oxfordshire samples. A lower evolutionary
distinctiveness value indicates a larger proportion of close relatives in the tree. The P values indicate the overall signiﬁcance of geographic location in the
evolutionary distinctiveness score. (Center) Differences in median evolutionary distinctiveness scores for samples with ribosomal protection proteins
detected compared to ribosomal protection protein-negative samples, overall and for each of the three putative tetM-associated clonal expansions. A lower
evolutionary distinctiveness value indicates a larger proportion of close relatives in the tree. The P values indicate the signiﬁcance of gene presence in the
evolutionary distinctiveness score. (Right) Differences in median evolutionary distinctiveness scores for samples with tetracycline efﬂux pumps [tet40 and
tetA(P)] detected compared to efﬂux pump-negative samples. A lower evolutionary distinctiveness value indicates a larger proportion of close relatives in
the tree. The P value indicates the signiﬁcance of gene presence in the evolutionary distinctiveness score.
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Fig. S4A to C), but no evidence of associated clonal expansions occurring indepen-
dently of the tetM-associated expansions was found (Fig. S4D to F).
RT078 phylogenies representing United Kingdom regions. Separate phylogenies
were constructed to examine the detailed evolutionary history of RT078 within two of
the geographic regions represented in the United Kingdom phylogeny. The two
regions were Scotland (population, 5.295 million; area, 30,918 square miles) (Fig. 3A and
B) and Oxfordshire (population, 655,000; area, 1,006 square miles) (Fig. 3A and C) (ML
phylogeny obtained before dating also shown; Fig. S2).
The branches of the Scottish phylogeny (n 110 genomes; Fig. 3B) were colored to
represent geographic regions (administrative areas, or “health boards”; Fig. 3A), thus
increasing the level of geographic discrimination. As described above, geographic
structure was absent, with health care-associated and community isolates intermin-
gling (Fig. 3B, dots), but the distribution of the tetM alleles 10, 16, and 19 within the
phylogeny was highly structured.
The Oxfordshire regional phylogeny (n 94 genomes, Fig. 3C) represented a more
densely sampled, smaller geographic area (Fig. 3A). Here, the enzyme immunoassay
(EIA)-positive C. difﬁcile clinical isolate genomes (n 78; Fig. 2B) were supplemented
with EIA-negative clinical isolates (n 9) (i.e., isolates from patients with diarrhea but
without evidence of toxin production, suggesting that C. difﬁcile was colonizing the
patient rather than causing disease) and nonclinical isolates from healthy infants (n 6)
(29) and a lamb (n 1) (Table S1). All genomes were pathogenicity locus (PaLoc) (i.e.,
toxin A and B encoding sequence) positive (40). This regional phylogeny also lacked
structure according to location or isolation source, but it was again structured accord-
ing to tetM allele (Fig. 3C).
International phylogenies conﬁrmed that three tetM-positive RT078 clades are
present across continents. Two international RT078 phylogenies were constructed
using genomes from clinical infections in England (Oxfordshire [n 78] and Leeds
[n 104]) supplemented ﬁrst with clinical and nonclinical isolates from The Nether-
lands (30) (Table S1; clinical isolates from humans [n 25] and isolates collected from
farmers [n 15] and pigs [n 20]) (Fig. 4A and B), and second with genomes from
clinical infections in North America (Table S1; United States [n 15], Canada [n 4])
and Europe (ﬁve countries [n 13]) (Fig. 4C and D). Once again, structure according to
geography was absent, but structuring by tetM allele (Fig. 4B and D) was clear (ML
phylogeny obtained before dating also shown; see Fig. S2).
Tetracycline selection in other C. difﬁcile genotypes. Over 60% of genomes
belonging to each of ﬁve non-RT078 genotypes were tetM positive (Fig. 1A). Four of
these were investigated phylogenetically, namely, ST37(017), ST54(012), ST35(046), and
nontoxigenic ST26(140) (8, 29) (Table S2), but not ST48(038/104), as only 12 genomes
were available. Branches were colored according to isolation source and geography as
described above, and tetM alleles are indicated by colored bars (Fig. 5). As described
above for RT078, additional resistance determinants (Table 1 and 2) were also high-
lighted (when present in ﬁve genomes or more) to reveal the possible impact of
selection by other antimicrobials (Fig. 5, colored dots) (ML phylogeny obtained before
dating also shown; Fig. S2).
A number of recent tetM acquisition events were obvious (Fig. 5). These were
followed by possible clonal expansions, most notably within genotypes ST35(046) and
(nontoxigenic) ST26(140) (Fig. 5A and B). Clonal expansion was particularly marked in
ST26(140), where all genomes were tetM positive, and clonal expansion occurred in the
absence of disease-causing ability, this genotype being nontoxigenic (lacking the
pathogenicity locus [PaLoc] in all genomes [40]). With the exception of ST35(046),
where aminoglycoside and clindamycin resistance determinants colocalized with tetM
(Fig. 5A), and the ﬂuoroquinolone-resistant region of the ST37(017) phylogeny (Fig. 5D)
(8), there was no clear evidence of the clonal expansions which had followed the
acquisition of the non-tetM antimicrobial resistance determinants. In common with
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RT078, all four phylogenies (Fig. 5) lacked geographic structure, with the exception of
the ﬂuoroquinolone resistance region of the ST37(017) phylogeny (Fig. 5D) (8).
Sequences of RT078 tetracycline resistance determinants support the hypoth-
esis of its zoonotic origin. The tetM sequences in C. difﬁcile described here are typical
FIG 3 United Kingdom regional RT078 phylogenies; Scotland and Oxfordshire. (A) Map and legend indicating the regions of Scotland and Oxfordshire from
which genomes originated. The Scottish regions correspond to administrative areas known as “health boards.” (B) Time-scaled RT078 phylogeny for Scotland.
Branch colors are as described in the panel A legend. Colored bars to the right of the phylogeny denote the ribosomal protection protein (RPP) allele sequences
detected within each genome (as described in the Fig. 2 legend), numbers being assigned to identify distinct nucleotide sequences of tetM or tetO/32/O. Isolates
were cultured from human clinical samples received from both hospital and community patients, the latter being indicated by a black dot. The gray shaded
block over the region corresponding to the period prior to 1990 indicates that the region is not scaled identically for different phylogenies and should not be
used for comparisons. (C) Time-scaled RT078 phylogeny for Oxfordshire clinical and nonclinical isolates. Branch colors are as described in the panel A legend.
Colored bars indicate ribosomal protection protein alleles as described above.
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FIG 4 International phylogenies conﬁrm that three major tetM-positive RT078 clades are present across continents. (A) Map of Western Europe. The
regions of England and The Netherlands from which the genomes included in panel B originated are highlighted (in black and pink, respectively). (B)
Time-scaled RT078 phylogeny constructed using genomes of clinical isolates from England (Oxfordshire and Leeds), supplemented with genomes from
the Netherlands (human isolates [clinical or farmer] and pig isolates [30]). Branch colors are as described for the map in panel A. The presence of the
three predominant ribosomal protection protein (RPP) tetM alleles (tetM 10, 16, and 19) is indicated by the colored bars to the right of the tree. The gray
shaded block over the region corresponding to the period prior to 1990 indicates that the region is not scaled identically for different phylogenies and
should not be used for comparisons. (C) Map highlighting the regions in North America and Western Europe from which the genomes included in panel
(Continued on next page)
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of many Gram-positive species, including established zoonotic species. For example,
the RT078 tetM 10 allele shared 100% nucleotide sequence identity with tetM genes of
Streptococcus agalactiae, Enterococcus faecalis, Escherichia coli, and Streptococcus pneu-
moniae and 99% nucleotide sequence identity with Streptococcus suis (a pathogen of
pigs transmitted zoonotically to humans [41, 42]). Identical tetM 10 sequences have also
been found in Gram-negative bacterial species, including Escherichia coli. The RT078
FIG 4 Legend (Continued)
D originated. (D) Time-scaled RT078 phylogeny constructed using genomes of clinical isolates from England supplemented with clinical isolates from
North America and Europe (distinct from the isolates used as described for panel B) from two clinical trials of the drug ﬁdaxomicin (Table S1) (33, 34).
FIG 5 Phylogenetic analysis of additional tetM-positive C. difﬁcile genotypes. Time-scaled phylogenies were constructed representing four non-RT078
genotypes with 60% tetM prevalence as follows: (A) ST35(046), (B) ST26(140), (C) ST54(012), and (D) ST37(017). In the phylogenies shown in panels B and D,
a single closely related genome of a distinct genotype (ST12 and ST109, respectively) was included to ensure that the tree was rooted pre-1990 and that the
four phylogenies could therefore be compared post-1990. The gray shaded block over the region corresponding to the period prior to 1990 indicates that the
region is not scaled identically for different phylogenies and should not be used for comparisons. Genomes were from Oxfordshire (clinical EIA positives and
negatives plus nonclinical, healthy infants) and Leeds (clinical isolates); branch colors indicate location/isolation source as described above. Colored bars to the
right of each phylogeny indicate the presence of tetracycline resistance determinants. Colored dots represent additional genetic determinants identiﬁed as
conferring resistance to ﬂuoroquinolones, rifampin, clindamycin, and aminoglycosides (Table 1 and 2) and are shown where ﬁve or more positive genomes were
identiﬁed per genotype.
Dingle et al. ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 10
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
tetM 16 allele shared 97% nucleotide sequence identity with tetM in Enterococcus
species (mostly E. faecalis and E. faecium), followed by Staphylococcus and Streptococcus
species, including S. suis.
Other RT078 tetracycline resistance determinants were also identical or were very
closely related to those found in bacteria with an agricultural association which may be
zoonotic. For example, RT078 tet40 sequences shared 99% to 100% identity with
Streptococcus suis tet40 (GenBank accession no. KC790465.1) and the RT078 tetO
sequences shared over 99% nucleotide sequence identity with Campylobacter jejuni,
Campylobacter coli, and S. suis tetO sequences. In addition, the RT078 tetO/32/O mosaic
sequence shared 99% identity with the sequence found in the S. suis genome.
DISCUSSION
Our time-scaled phylogenies revealed geographically unstructured, parallel tetM-
associated RT078 clonal expansions, dating from around the year 2000 (Fig. 2B, 3B and
C, and 4B and D). These ﬁndings are consistent with an evolutionary response to
tetracycline selective pressure, within the milieu of tetracycline-resistance determi-
nants, during the time frame of increasing numbers of RT078-associated clinical cases
(15, 18–20, 22). The results from our use of whole-genome sequence-based phylogenies
explained the prior observation (using multilocus variable-number tandem-repeat
analysis [MLVA] [38]) that the majority (85%) of human and porcine RT078 genomes are
genetically related, irrespective of the European country of origin, since we showed that
most RT078 genomes are recent descendants from one of three distinct (but closely
related and now internationally disseminated) tetM-positive ancestral RT078 genomes
(Fig. 2 to 4).
Tetracyclines were initially introduced around 60 years ago in both clinical and
veterinary settings. However, following the emergence of resistance, they were largely
replaced in human medicine by ﬂuoroquinolones (43). Consequently, by 2010 to 2013,
tetracyclines represented a total of 18% of the antibiotics consumed by patients in
England, and most (92%) were prescribed in the community by general practitioners
(44). Over the time period relevant to this study, tetracyclines were most commonly
used for the treatment of acne and chlamydial sexually transmitted diseases. It is
implausible that such prescribing in teenagers and young adults provided extensive
selection pressure for C. difﬁcile, given that healthy individuals living in the community
have very low rates of colonization by these bacteria (45).
In contrast to their use in human medicine, tetracyclines remain the most widely
used antimicrobial for the treatment, control, and prevention of infections in animals
(46). In addition, their use for growth promotion (in subtherapeutic doses) continues
around the world, if not overtly, under the guise of disease prevention. This is the case
despite the fact that growth promotion is banned in Europe (47) and that claims of
growth promotion have been voluntarily removed by drug companies in the United
States at the request of the FDA (January 2018). During 2015, 6,880 metric tons of
tetracyclines were sold in the United States (48) (representing a 31% increase from
2009), compared to 166 tons in the United Kingdom (49). The extent of agricultural
tetracycline use, the prevalence of RT078 in animals used for food (25, 26, 31, 32, 38),
and the time frame of RT078 emergence all implicate tetracycline use in agriculture as
a plausible source of selective pressure. The global food chain, including, for example,
regionally concentrated livestock production followed by widespread distribution of
meat products, represents an obvious route for rapid RT078 dissemination (food and
livestock RT078 genomes/isolates are listed in references 25 and 50), which would be
consistent with our phylogenies (Fig. 2 and 4). However, indirect transmission from the
agricultural environment to humans via contaminated water or vegetables (51) is also
a possibility. Our report provides evidence of a plausible agricultural link underlying the
emergence of RT078 by presenting its recent evolutionary history with respect to the
acquisition of antimicrobial resistance.
The absence of geographic structure within our RT078 phylogenies is consistent
with its rapid international spread (Fig. 4) as described previously (38, 50) and with the
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lack of large-scale, localized nosocomial RT078 outbreaks (Fig. 2B, 3B and C, and 4B and
D). Among other genotypes, such outbreaks have been associated with extensive
prescribing of, and resistance to, high-risk antimicrobials such as clindamycin, cepha-
losporins, and ﬂuoroquinolones. In our study, large-scale clonal expansions were not
associated with ﬂuoroquinolone or clindamycin resistance in RT078 genomes (see
Fig. S4 in the supplemental material). Equivalent analyses for cephalosporins cannot be
performed because the genetic mechanism(s) of cephalosporin resistance in C. difﬁcile
has yet to be deﬁned, and, although MICs can vary, C. difﬁcile has typically been
considered inherently cephalosporin resistant, irrespective of genotype (9). The inter-
national spread of RT078 indicates that changes in antimicrobial resistance phenotypes
could potentially have an impact at any location, depending on local prescribing
practices. Consequently, RT126, a frequently isolated ﬂuoroquinolone-resistant descen-
dant of RT078 (Fig. S1, phylogenetic context), which is prevalent in Italian clinical
settings (52, 53), is of particular concern, as is the epidemic multidrug-resistant RT078
observed in Spanish swine (54).
Tetracyclines (such as doxycycline) are associated with a lower risk of CDI in humans
(55) than has been established for many antimicrobials. It has been proposed (55) that
the use of tetracyclines as an alternative to riskier antimicrobials such as ﬂuoroquino-
lones and clindamycin, whenever appropriate, may decrease CDI associated with
antibiotic use. However, the emergence of tetracycline-resistant C. difﬁcile genotypes
such as RT078 and others (Fig. 5) may require this approach to be informed by
resistance data for the infecting strain, to avoid triggering tetracycline-resistant CDI.
Tetracyclines may be unrecognized as a potential CDI risk factor, since resistance
emerged relatively recently (with respect to RT078) and is less common at the popu-
lation level (Fig. 1A); clindamycin-resistant and ﬂuoroquinolone-resistant strains in
particular predominate under outbreak conditions (10–12).
The identiﬁcation of widespread tetracycline resistance (60% tetM positive) in only
ﬁve C. difﬁcile genotypes in addition to 078 (Fig. 1A) is consistent with previous reports
(17, 56, 57). Phylogenetic analysis showed that ST35(046) contained two plausible
tetM-associated clonal expansions (Fig. 5A), but the relatively small numbers precluded
quantitative evolutionary distinctiveness analysis. Like RT078, ST35(046) has been
found in pigs and has caused human outbreaks of CDI (58). This genotype also
illustrates the possibility that selection by one antimicrobial can drive the acquisition of
further, linked resistance genes, as almost every tetM-positive ST35(046) genome was
also positive for clindamycin and aminoglycoside resistance determinants (Fig. 5A).
Nontoxigenic ST26(140) contained tetM in every genome examined, suggesting stable
integration predating a recent clonal expansion (Fig. 5B) concurrent with that of RT078.
ST26(140) therefore illustrates the possible consequences of tetracycline selection in a
harmless commensal organism, conﬁrming that tetracycline selection alone may have
been sufﬁcient to drive the emergence of RT078.
The hypothesis that RT078 has an agricultural origin is further supported by the
observation that RT078 shares many resistance determinants with zoonotic pathogens
such as Streptococcus suis, Campylobacter jejuni, and C. coli, suggesting a common
reservoir (see Results). Quantitative analysis (Fig. 2C; see also Fig. S4E and F) conﬁrmed
that tetM was associated with RT078 clonal expansions. Although widespread in RT078,
the tetracycline efﬂux pump tet40 did not show such an association on its own (Fig. 2B
and C). Efﬂux pumps often confer a low-level-resistance phenotype, assisting bacterial
survival at sublethal concentrations of antimicrobials (for example, tetK in livestock-
associated methicillin-resistant Streptococcus aureus [LA-MRSA] CC398 [59]). They
thereby function in promoting the acquisition of further high-level-resistance determi-
nants, such as tetM. The parallels between RT078 and zoonotic Streptococcus suis also
extend to their epidemiology. S. suis is a globally distributed emergent pathogen of
humans (42), commonly isolated from pigs. Geographic clustering of subpopulations
is absent (41), and S. suis has exhibited rapid, recent increases in tetracycline
resistance (59). The emergence of human pathogens, coincident with tetracycline
resistance acquisition, has also been noted among other bacterial species. Tetra-
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cycline resistance in group B streptococci may have contributed to its emergence
as a leading cause of human neonatal infections (60). In a study examining LA-MRSA
S. aureus CC398 isolates, almost all were found to be tetM positive, and many were
also found to carry the tetK (efﬂux pump) gene (61).
Although multiple lines of evidence indicate a role for tetracycline selection in the
recent evolutionary history of RT078, the possibility exists that further lineage-speciﬁc
genetic changes (unrelated to tetracycline resistance) contributed to its tetM-associated
clonal expansions (Fig. 2 and 4; see also Fig. S2). A recently proposed hypothesis is that
an enhanced ability to metabolize the disaccharide trehalose (conferred by a speciﬁc
four-gene chromosomal insertion) helped to drive the emergence of C. difﬁcile RT078
in humans (62) due to the introduction of trehalose as a food additive. The authors of
that study identiﬁed the same gene cluster in closely related non-078 clade 5 (clades
deﬁned as described in reference 35) PCR ribotypes (033, 045, 066, and 126). Therefore,
the possibility that the insertion occurs throughout clade 5 or, indeed, among the other
four C. difﬁcile clades was not excluded. The trehalose and tetracycline hypotheses are
not mutually exclusive. However, the available evidence suggests that tetracycline
resistance driven by tetM acquisition remains the most plausible available explanation
for the recent clonal expansions observed in RT078.
The role of selection by antimicrobials other than tetracycline (ﬂuoroquinolones,
clindamycin, aminoglycosides) was investigated (Fig. S4), and a small potential contri-
bution by aminoglycosides (also used in animal production) was indicated by the
presence of the aphA1 resistance gene in a minority of RT078 genomes (Fig. S4A).
However, aphA1 could not be assessed independently of tetM (Fig. S1) because the two
genes colocalized. Further work would be required to compare the total gene content
of tetM-positive RT078 isolates with that of older tetM-negative isolates to identify
further potentially relevant genetic differences that could explain the clonal expan-
sions. The identiﬁcation of tetM-associated clonal expansions in genetically divergent C.
difﬁcile genotypes, ST35(046) (together with clindamycin and aminoglycoside resis-
tance determinants; Fig. 5A) and nontoxigenic ST26(140) (Fig. 5B), serves to further
highlight tetM as a factor common to recent clonal expansions within distinct C. difﬁcile
genetic backgrounds. To further conﬁrm the zoonotic origin of RT078 and the link to
agricultural tetracycline use, large-scale, parallel data showing changing tetracycline
use over time and concurrent RT078 isolates from clinical cases and farm animals would
be required. Although it would be challenging to source both usage data and corre-
sponding isolate collections retrospectively, evidence of phylogenetic coclustering of
human and animal RT078 genomes has been provided both nationally and interna-
tionally (30, 50), using collections assembled as available from other studies and
reference laboratories.
In summary, numerous lines of evidence described in this and prior work (25, 30, 50)
support the hypothesis that tetracycline use in agriculture has provided recent selec-
tion pressure which has impacted on the evolution of tetracycline-resistant RT078. This
in turn supports the hypothesis (ﬁrst proposed in 2012 [25]) that humans become
colonized by RT078 via the food chain and/or the environment. Recent studies using
whole-genome sequencing of 65 Dutch RT078 isolates and 248 international RT078
isolates (30, 50) provided data consistent with the rapid spread of RT078 both inter-
nationally and between animals and humans. Furthermore, a range of tetracycline-
resistant determinants were described in both human and animal RT078 populations,
including tetM, tet40, tet32, tet44, and tetO (30, 50). Our ﬁndings independently conﬁrm
and extend this work, since we demonstrate at least three independent clonal expan-
sions of RT078, with rapid international spread, following unconnected tetM acquisition
events (tetM carried on distinct Tn916 variants inserted into distinct chromosomal
locations; Fig. S3) which occurred in well-separated regions of the RT078 phylogeny
(Fig. 2 to 4). We also show that the RT078 genome is almost unique within the C. difﬁcile
population as a whole, in terms of the diversity of its tetracycline resistance determi-
nants (Fig. 1). The major C. difﬁcile RT078 transmission routes to humans are conse-
quently more likely to be related to agriculture and international food chains than
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nosocomial. Our ﬁndings add to the body of evidence (50) supporting initiatives such
as “One Health” (63). Our ﬁndings strongly suggest that the use of tetracycline outside
the health care environment has impacted several C. difﬁcile genotypes, most strikingly
RT078, and therefore has not only selected for resistant organisms but also contributed
to the emergence of this species as a human pathogen.
MATERIALS AND METHODS
C. difﬁcile whole-genome sequences. C. difﬁcile genomes derived from isolates of either RT078 or
ST11 (n 400) were sourced from several published collections (8, 29, 30, 33, 34), as well as from an
unpublished Scottish collection and the Oxford University farm, Wytham, United Kingdom (see items i to
v below and Table S1 in the supplemental material). Each isolate was obtained from a distinct sample.
EIA-negative isolates were inferred to be toxigenic or nontoxigenic, depending on the presence/absence
of the toxin-encoding pathogenicity locus (PaLoc) (40) (Tables S1 and S2). The complete collections
described in sections i, iii, and iv below have been published previously (8, 29, 30).
(i) Clinical C. difﬁcile: Oxfordshire and Leeds, United Kingdom. Genomes were available for 87
RT078 or ST11 C. difﬁcile isolates cultured from symptomatic Oxfordshire patients by the Clinical
Microbiology Laboratory, Oxford University Hospitals NHS Trust, Oxford, United Kingdom, between
September 2006 and April 2013 (8). Seventy-eight isolates were derived from toxin enzyme immunoassay
(EIA)-positive stools (initially [i.e., until April 2012] by the use of the Meridian Premier Toxins A&B Enzyme
Immunoassay [Meridian Bioscience Europe, Milan, Italy] and subsequently by the use of the TechLab Tox
A/B II assay [TechLab Inc., Blacksburg, VA, USA]) and 9 from EIA-negative but glutamate dehydrogenase
(GDH)-positive samples (by the use of Premier C. difﬁcile GDH EIA [Meridian Bioscience Europe, Milan,
Italy]) (8). Genomes were also available for 104 RT078 C. difﬁcile-positive stool samples (identiﬁed using
cytotoxin testing) obtained from routinely examined diarrheal fecal samples at the Leeds Teaching
Hospitals NHS Trust between August 2010 and April 2013 (Table S1).
(ii) Clinical C. difﬁcile: Scotland, United Kingdom. The isolates from Scotland, United Kingdom,
included 109 isolates of RT078 and 1 closely related RT066 isolate (Table S1). These isolates form part of
a collection stored at the Scottish Microbiology Reference Laboratory (Glasgow). Cultures are provided
by Scottish regional NHS Healthcare Boards (located per the map shown in Fig. 3A) in the event of a
severe/fatal case, a suspected outbreak, or a suspected ribotype 027 infection. In addition, each Health
Board provides a ﬁxed number of samples based on the rates of infection/population. This allows
surveillance of prevalent circulating strains to be assessed. RT078 isolates for this study were selected
based on the ribotypes from samples referred to the Reference Laboratory between November 2007 and
October 2014 and with the aim of providing the widest temporal and geographical representation.
Locally, positive fecal stool samples were identiﬁed prior to 2009 using a toxin-speciﬁc EIA (or cell
cytotoxicity) and post-2009 by the use of a two-step algorithm requiring GDH detection, followed by
toxin assessment. These samples were from patients located in health care (n 99) and community
(n 10) settings (unassigned n 1) in 12 of 14 Health Boards (there were no relevant samples from 2
small-island Health Boards [not shown in the map in Fig. 3A]).
(iii) Clinical C. difﬁcile: North America and Europe. Thirty-two ST11 genomes from North American
(Canada, n 4; United States, n 15) and European (n 13) C. difﬁcile isolates cultured from clinical
infections between November 2006 and June 2009 were available from a variety of locations from two
clinical trials of ﬁdaxomicin (Table S1, showing city and country [33, 34]). Previously published RT078
genomes from human clinical cases (n 25; 2002 to 2011) in The Netherlands were also included (30)
(Table S1).
(iv) Nonclinical C. difﬁcile. Six ST11 isolates were cultured from the stools of healthy, asymptomatic
Oxfordshire infants (29) between April and October 2012 (Table S1). A single ST11 isolate was isolated
from a lamb at Oxford University Farm, Oxfordshire, United Kingdom, in June 2009. Previously published
C. difﬁcile RT078 genomes from farmers (n 15; 2009 to 2011) and pigs (n 20; 2008 to 2011) in The
Netherlands were included (30) (Table S1).
(v) PCR ribotype reference isolates. For additional context, ﬁve PCR ribotype reference C. difﬁcile
genomes representing RT078, RT126, RT033, RT045, and RT066 were included, all of which are genetically
very closely related, sharing the same multilocus sequence type, ST11 (see Table S1 and Fig. S1 in the
supplemental material).
(vi) Four additional genotypes. Four additional C. difﬁcile genotypes were also analyzed phyloge-
netically to contextualize ﬁndings in RT078; these were ST35(046) (n 34), ST54(012) (n 54), ST37(017)
(n 64), and nontoxigenic ST26(140) (n 65) (Table S2). These four genotypes underwent detailed study
because they had the highest tetM prevalence after RT078. The isolates came from the Oxfordshire
EIA-positive and EIA-negative, Oxfordshire Infant, and Leeds region isolate collections described above
(8, 29). ST26(140) lacks the toxin-encoding pathogenicity locus and is therefore carried asymptomatically,
providing a naturally occurring “control” for the impact of antimicrobial selection in the absence of
disease.
Genome assemblies. C. difﬁcile genomes were assembled from short reads generated using Illumina
technology (64). Reference-based assemblies were made for genomes belonging to C. difﬁcile clade 5 (i.e.,
RT078 and close relatives) as described previously (65) by mapping reads to the C. difﬁcileM120 reference
genome (66) and for non-clade 5 genomes by mapping reads to the CD630 reference genome (GenBank
accession no. AM180355.1) (66) (clades deﬁned as described in reference 35). De novo assembly was
performed using Velvet (version 1.0.7–1.0.18) (85) and VelvetOptimiser 2.1.7 (67), optimizing kmer size
(k), expected coverage (average kmer coverage of contigs), and coverage cutoff (kmer coverage
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threshold) to achieve the highest assembly N50 value (length of the smallest contig such that all contigs
of that length or less formed half of the ﬁnal assembly). Reads for unassembled genomes have been
submitted to NCBI under BioProject identiﬁer (ID) no. PRJNA304087 (8) and PRJNA381384 for the Scottish
isolates (accession numbers are provided in Tables S1 and S2).
Identiﬁcation of antimicrobial resistance determinants. The de novo assemblies were queried
using the BLAST function of BIGSdb (68) to determine whether genes or nonsynonymous point
mutations known to confer resistance to antimicrobials (including ﬂuoroquinolones, tetracyclines, clin-
damycin, and aminoglycosides) were present and to extract the sequences of interest for further analysis.
A list of the resistance gene sequences used to perform the BLAST search (and of their GenBank
accession numbers) is provided (Table 1 and 2). For acquired resistance genes, a minimum level of 90%
nucleotide sequence identity and gene coverage was required. Each unique tetM allele was assigned a
number (allele nucleotide sequences are available at https://pubmlst.org/bigsdb?dbpubmlst_cdifﬁcile
_seqdef&pagedownloadAlleles).
Deﬁnition of multilocus sequence types (MLST). Allele sequences used in the C. difﬁcile MLST
scheme (69) were extracted from the de novo assemblies using the BLAST function of BIGSdb (68).
Sequence types (STs) were assigned by querying the MLST database (https://pubmlst.org/cdifﬁcile/).
Phylogenetic analyses. Phylogenetic trees were built on the basis of the assemblies mapped to C.
difﬁcile ST11 reference M120 using the maximum likelihood approach implemented in PhyML version
3.1.17 (with a generalized time-reversible substitution model and the “BEST” tree topology search
algorithm) (70). The trees were then corrected to account for recombination events using ClonalFrameML
(71) version 1.11 (with default settings). The nodes of the trees were dated using the previously estimated
C. difﬁcile evolutionary rates of 1.1 mutation per year (30) for clade 5 STs (including RT078) and of 1.4
mutation per year for all other genotypes (72). The main period of particular interest (from 1990 to 2015)
was allocated the greatest amount of horizontal space in graphical tree representations by compressing
the pre-1990 period, making the trees directly comparable with respect to the post-1990 period. Events
before 1990 are not shown since dating older nodes using a short-term evolutionary rate is problematic
due to the time dependency of evolutionary rates (73). Graphical representations of trees were made
using FigTree version 1.4.2 (74).
A quantitative assessment of clonal expansion(s) within a given phylogeny was performed as
described previously (39) and as implemented previously (8). The evolutionary distinctiveness (ED) score
of each isolate was calculated; the ED score was deﬁned as being equal to the sum, for all branches on
the path from the root to the leaf (isolate), of the lengths of the branches divided by the number of
leaves that they support (39). For a given isolate, a low ED score indicated the presence of close relatives
in the tree, whereas a high ED score indicated their relative absence. ED scores were compared across
various factors using quantile regression statistics analyses, performed using Stata version 14.1 (College
Station, TX, USA).
Data availability. Reads for unassembled genomes have been submitted to NCBI under BioProject
ID numbers PRJNA304087 (8) and PRJNA381384 for the Scottish isolates (accession numbers are
provided in Tables S1 and S2).
SUPPLEMENTAL MATERIAL
Supplemental material for this article may be found at https://doi.org/10.1128/mBio
.02790-18.
FIG S1, EPS ﬁle, 0.5 MB.
FIG S2, EPS ﬁle, 0.4 MB.
FIG S3, EPS ﬁle, 0.6 MB.
FIG S4, EPS ﬁle, 0.2 MB.
TABLE S1, XLSX ﬁle, 0.06 MB.
TABLE S2, XLSX ﬁle, 0.04 MB.
ACKNOWLEDGMENTS
We thank the Food Animal Initiative in Oxford for access to animals to sample for C.
difﬁcile at the Oxford University Farm, Wytham.
This project was funded by the National Institute for Health Research Health
Protection Research Unit (NIHR HPRU) in Healthcare Associated Infections and Antimi-
crobial Resistance at Oxford University in partnership with Public Health England (PHE)
(grant HPRU-2012-10041). This study was also supported by OU UKCRC Modernising
Medical Microbiology Consortium funded by Medical Research Council, Biotechnology
and Biological Sciences Research Council and The National Institute for Health Research
on behalf of the Department of Health (Grant G0800778) and the Wellcome Trust (Grant
087646/Z/08/Z); NIHR Oxford Biomedical Research Centre, NIHR Health on Modelling
Methodology (grant HPRU-2012-10080), and the Health Innovation Challenge Fund (a
parallel funding partnership between the Wellcome Trust [grant WT098615/Z/12/Z] and
the Department of Health [grant HICF-T5-358]). The identiﬁcation, isolation, and anal-
Tetracycline Selection in C. difﬁcile RT078 ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 15
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
ysis of the Scottish RT078 isolates was funded by a Scottish Infection Research Network
(SIRN) grant (ref SIRN/09), awarded to G.D. and C.A.M. (principal investigators [PIs]) and
to J.C., D.B., and U.Z.I. (coapplicants). K.E.D. was supported by NIHR Oxford Biomedical
Research Centre; D.W.C. and T.E.A.P. are NIHR senior investigators. S.B. was supported
as a Daphne Jackson Fellow funded by Medical Research Scotland. U.Z.I. was supported
by a NERC independent research fellowship (NE/LO11956/1).
We acknowledge the contribution of the Modernising Medical Microbiology Infor-
matics Group, comprising the following members: Carlos Del Ojo Elias, Charles Crichton,
Vasiliki Kostiou, and Adam Giess (Nufﬁeld Department of Clinical Medicine, University
of Oxford, United Kingdom) and Jim Davies (Department of Computer Science, Uni-
versity of Oxford, United Kingdom).
The views expressed in this publication are those of the authors and not necessarily
those of the funders.
K.E.D., X.D., T.E.A.P., A.S.W., and D.W.C. conceived and designed the study; K.E.D.,
D.W.E., N.S., C.A.M., J.C., D.B., S.B., U.Z.I., C.G., G.D., W.N.F., M.H.W., T.E.A.P., A.S.W., and
D.W.C. contributed isolates and DNA sequence data; X.D. and D.W.E. performed phy-
logenetic analysis; X.D. and D.W.E. provided bioinformatics support; T.P.Q. and A.S.W.
performed evolutionary distinctiveness analysis; K.E.D. analyzed DNA sequence data for
antimicrobial resistance determinants; K.E.D., X.D., D.W.E., M.H.W., T.E.A.P., A.S.W., and
D.W.C. wrote the manuscript. All of us reviewed the manuscript and approved it for
submission.
M.H.W. has received consulting fees from Abbott Laboratories, Actelion, Aicuris,
Astellas, Astra-Zeneca, Bayer, bioMérieux, Cambimune, Cerexa, Da Volterra, The Euro-
pean Tissue Symposium, The Medicines Company, MedImmune, Menarini, Merck,
Meridian, Motif Biosciences, Nabriva, Paratek, Pﬁzer, Qiagen, Roche, Sanoﬁ-Pasteur,
Seres, Summit, Synthetic Biologics, and Valneva; lecture fees from Abbott, Alere,
Allergan, Astellas, Astra-Zeneca, Merck, Pﬁzer, Roche, and Seres; and grant support from
Abbott, Actelion, Astellas, bioMérieux, Cubist, Da Volterra, MicroPharm, Morphochem
AG, Sanoﬁ-Pasteur, Seres, Summit, The European Tissue Symposium, and Merck. The
rest of us declare that we have no competing ﬁnancial interests.
REFERENCES
1. Davies KA, Longshaw CM, Davis GL, Bouza E, Barbut F, Barna Z, Delmée
M, Fitzpatrick F, Ivanova K, Kuijper E, Macovei IS, Mentula S, Mastranto-
nio P, von Müller L, Oleastro M, Petinaki E, Pituch H, Norén T, Nováková
E, Nycˇ O, Rupnik M, Schmid D, Wilcox MH. 2014. Underdiagnosis of
Clostridium difﬁcile across Europe: the European, multicentre, prospec-
tive, biannual, point-prevalence study of Clostridium difﬁcile infection in
hospitalised patients with diarrhoea (EUCLID). Lancet Infect Dis 14:
1208–1219. https://doi.org/10.1016/S1473-3099(14)70991-0.
2. Lessa FC, Mu Y, Bamberg WM, Beldavs ZG, Dumyati GK, Dunn JR, Farley
MM, Holzbauer SM, Meek JI, Phipps EC, Wilson LE, Winston LG, Cohen JA,
Limbago BM, Fridkin SK, Gerding DN, McDonald LC; Emerging Infections
Program C. difﬁcile Surveillance Team. 2015. Burden of Clostridium difﬁ-
cile infection in the United States. N Engl J Med 372:825–834. https://
doi.org/10.1056/NEJMoa1408913.
3. Wilcox MH, Mooney L, Bendall R, Settle CD, Fawley WN. 2008. A
case-control study of community-associated Clostridium difﬁcile in-
fection. J Antimicrob Chemother 62:388–396. https://doi.org/10
.1093/jac/dkn163.
4. Planche TD, Davies KA, Coen PG, Finney JM, Monahan IM, Morris KA,
O’Connor L, Oakley SJ, Pope CF, Wren MW, Shetty NP, Crook DW, Wilcox
MH. 2013. Differences in outcome according to C. difﬁcile testing
method: a prospective multicentre diagnostic validation study of C.
difﬁcile infection. Lancet Infect Dis 13:936–945. https://doi.org/10.1016/
S1473-3099(13)70200-7.
5. McGowan AP, Lalayiannis LC, Sarma JB, Marshall B, Martin KE, Welfare
MR. 2011. Thirty-day mortality of Clostridium difﬁcile infection in a UK
National Health Service Foundation Trust between 2002 and 2008. J
Hosp Infect 77:11–15. https://doi.org/10.1016/j.jhin.2010.09.017.
6. Public Health England. 2016. Clostridium difﬁcile Ribotyping Network
(CDRN) for England and Northern Ireland. Biennial Report (2013–2015).
https://www.gov.uk/government/uploads/system/uploads/attachment
_data/ﬁle/491253/CDRN_2013-15_Report.pdf. Accessed 7 November
2018.
7. Wilcox MH, Shetty N, Fawley WN, Shemko M, Coen P, Birtles A, Cairns M,
Curran MD, Dodgson KJ, Green SM, Hardy KJ, Hawkey PM, Magee JG,
Sails AD, Wren MW. 2012. Changing epidemiology of Clostridium difﬁcile
infection following the introduction of a national ribotyping-based sur-
veillance scheme in England. Clin Infect Dis 55:1056–1063. https://doi
.org/10.1093/cid/cis614.
8. Dingle KE, Didelot X, Quan TP, Eyre DW, Stoesser N, Golubchik T, Harding
RM, Wilson DJ, Grifﬁths D, Vaughan A, Finney JM, Wyllie DH, Oakley SJ,
Fawley WN, Freeman J, Morris K, Martin J, Howard P, Gorbach S, Gold-
stein EJC, Citron DM, Hopkins S, Hope R, Johnson AP, Wilcox MH, Peto
TEA, Walker AS, Crook DW; Modernising Medical Microbiology Informat-
ics Group. 2017. Effects of control interventions on Clostridium difﬁcile
infection in England: an observational study. Lancet Infect Dis 17:
411–421. https://doi.org/10.1016/S1473-3099(16)30514-X.
9. Shuttleworth R, Taylor M, Jones DM. 1980. Antimicrobial susceptibilities
of Clostridium difﬁcile. J Clin Pathol 33:1002–1005.
10. Johnson S, Samore MH, Farrow KA, Killgore GE, Tenover FC, Lyras D,
Rood JI, DeGirolami P, Baltch AL, Rafferty ME, Pear SM, Gerding DN. 1999.
Epidemics of diarrhea caused by a clindamycin-resistant strain of Clos-
tridium difﬁcile in four hospitals. N Engl J Med 341:1645–1651. https://
doi.org/10.1056/NEJM199911253412203.
11. Loo VG, Poirier L, Miller MA, Oughton M, Libman MD, Michaud S,
Bourgault AM, Nguyen T, Frenette C, Kelly M, Vibien A, Brassard P, Fenn
S, Dewar K, Hudson TJ, Horn R, René P, Monczak Y, Dascal A. 2005. A
predominantly clonal multi-institutional outbreak of Clostridium difﬁcile-
associated diarrhea with high morbidity and mortality. N Engl J Med
353:2442–2449. https://doi.org/10.1056/NEJMoa051639.
Dingle et al. ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 16
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
12. He M, Miyajima F, Roberts P, Ellison L, Pickard DJ, Martin MJ, Connor TR,
Harris SR, Fairley D, Bamford KB, D’Arc S, Brazier J, Brown D, Coia JE,
Douce G, Gerding D, Kim HJ, Koh TH, Kato H, Senoh M, Louie T, Michell
S, Butt E, Peacock SJ, Brown NM, Riley T, Songer G, Wilcox M, Pirmo-
hamed M, Kuijper E, Hawkey P, Wren BW, Dougan G, Parkhill J, Lawley
TD. 2013. Emergence and global spread of epidemic healthcare-
associated Clostridium difﬁcile. Nat Genet 45:109–113. https://doi.org/10
.1038/ng.2478.
13. Spigaglia P. 2016. Recent advances in the understanding of antibiotic
resistance in Clostridium difﬁcile infection. Ther Adv Infect Dis 3:23–42.
https://doi.org/10.1177/2049936115622891.
14. Belmares J, Johnson S, Parada JP, Olson MM, Clabots CR, Bettin KM,
Peterson LR, Gerding DN. 2009. Molecular epidemiology of Clostridium
difﬁcile over the course of 10 years in a tertiary care hospital. Clin Infect
Dis 49:1141–1147. https://doi.org/10.1086/605638.
15. Goorhuis A, Bakker D, Corver J, Debast SB, Harmanus C, Notermans DW,
Bergwerff AA, Dekker FW, Kuijper EJ. 2008. Emergence of Clostridium
difﬁcile infection due to a new hypervirulent strain, polymerase chain
reaction ribotype 078. Clin Infect Dis 47:1162–1170. https://doi.org/10
.1086/592257.
16. Jhung MA, Thompson AD, Killgore GE, Zukowski WE, Songer G, Warny M,
Johnson S, Gerding DN, McDonald LC, Limbago BM. 2008. Toxinotype V
Clostridium difﬁcile in humans and food animals. Emerg Infect Dis 14:
1039–1045. https://doi.org/10.3201/eid1407.071641.
17. Barbut F, Mastrantonio P, Delmée M, Brazier J, Kuijper E, Poxton I;
European Study Group on Clostridium difﬁcile (ESGCD). 2007.
Prospective study of Clostridium difﬁcile infections in Europe with
phenotypic and genotypic characterisation of the isolates. Clin Mi-
crobiol Infect 13:1048–1057. https://doi.org/10.1111/j.1469-0691
.2007.01824.x.
18. Bauer MP, Notermans DW, van Benthem BH, Brazier JS, Wilcox MH,
Rupnik M, Monnet DL, van Dissel JT, Kuijper EJ; ECDIS Study Group. 2011.
Clostridium difﬁcile infection in Europe: a hospital-based survey. Lancet
377:63–73. https://doi.org/10.1016/S0140-6736(10)61266-4.
19. Burns K, Morris-Downes M, Fawley WN, Smyth E, Wilcox MH, Fitzpatrick
F. 2010. Infection due to C. difﬁcile ribotype 078: ﬁrst report of cases in
the Republic of Ireland. J Hosp Infect 75:287–291. https://doi.org/10
.1016/j.jhin.2010.03.025.
20. Mulvey MR, Boyd DA, Gravel D, Hutchinson J, Kelly S, McGeer A, Moore
D, Simor A, Suh KN, Taylor G, Weese JS, Miller M; Canadian Nosocomial
Infection Surveillance Program. 2010. Hypervirulent Clostridium difﬁcile
strains in hospitalized patients, Canada. Emerg Infect Dis 16:678–681.
https://doi.org/10.3201/eid1604.091152.
21. Fawley WN, Davies KA, Morris T, Parnell P, Howe R, Wilcox MH; Clostrid-
ium difﬁcile Ribotyping Network (CDRN) Working Group. 2016. Enhanced
surveillance of Clostridium difﬁcile infection occurring outside hospital,
England, 2011 to 2013. Euro Surveill 21(29). https://doi.org/10.2807/1560
-7917.ES.2016.21.29.30295.
22. Health Protection Scotland. 2017. Healthcare associated infection, an-
nual report 2016. http://www.hps.scot.nhs.uk/resourcedocument.
aspx?id5934. Accessed 7 November 2018.
23. Walker AS, Eyre DW, Wyllie DH, Dingle KE, Grifﬁths D, Shine B, Oakley S,
O’Connor L, Finney J, Vaughan A, Crook DW, Wilcox MH, Peto TE;
Infections in Oxfordshire Research Database. 2013. Relationship be-
tween bacterial strain type, host biomarkers, and mortality in Clostridium
difﬁcile infection. Clin Infect Dis 56:1589–1600. https://doi.org/10.1093/
cid/cit127.
24. Taori SK, Wroe A, Hardie A, Gibb AP, Poxton IR. 2014. A prospective study
of community-associated Clostridium difﬁcile infections: the role of anti-
biotics and co-infections. J Infect 69:134–144. https://doi.org/10.1016/j
.jinf.2014.04.002.
25. Hensgens MP, Keessen EC, Squire MM, Riley TV, Koene MG, de Boer E,
Lipman LJ, Kuijper EJ; European Society of Clinical Microbiology and
Infectious Diseases Study Group for Clostridium difﬁcile (ESGCD). 2012.
Clostridium difﬁcile infection in the community: a zoonotic disease? Clin
Microbiol Infect 18:635–645. https://doi.org/10.1111/j.1469-0691.2012
.03853.x.
26. Keel K, Brazier JS, Post KW, Weese S, Songer JG. 2007. Prevalence of PCR
ribotypes among Clostridium difﬁcile isolates from pigs, calves, and other
species. J Clin Microbiol 45:1963–1964. https://doi.org/10.1128/JCM
.00224-07.
27. Bandelj P, Trilar T, Blagus R, Ocepek M, Rousseau J, Weese JS, Vengust M.
2014. Prevalence and molecular characterization of Clostridium difﬁcile
isolated from European Barn Swallows (Hirundo rustica) during migra-
tion. BMC Vet Res 10:40. https://doi.org/10.1186/1746-6148-10-40.
28. Burt SA, Siemeling L, Kuijper EJ, Lipman LJ. 2012. Vermin on pig farms
are vectors for Clostridium difﬁcile PCR ribotypes 078 and 045. Vet
Microbiol 160:256–258. https://doi.org/10.1016/j.vetmic.2012.05.014.
29. Stoesser N, Eyre DW, Quan TP, Godwin H, Pill G, Mbuvi E, Vaughan A,
Grifﬁths D, Martin J, Fawley W, Dingle KE, Oakley S, Wanelik K, Finney JM,
Kachrimanidou M, Moore CE, Gorbach S, Riley TV, Crook DW, Peto TEA,
Wilcox MH, Walker AS; Modernising Medical Microbiology Informatics
Group (MMMIG). 2017. Epidemiology of Clostridium difﬁcile in infants in
Oxfordshire, UK: risk factors for colonization and carriage, and genetic
overlap with regional C. difﬁcile infection strains. PLoS One 12:e0182307.
https://doi.org/10.1371/journal.pone.0182307.
30. Knetsch CW, Connor TR, Mutreja A, van Dorp SM, Sanders IM, Browne
HP, Harris D, Lipman L, Keessen EC, Corver J, Kuijper EJ, Lawley TD. 2014.
Whole genome sequencing reveals potential spread of Clostridium dif-
ﬁcile between humans and farm animals in the Netherlands, 2002 to
2011. Euro Surveill 19:20954. https://doi.org/10.2807/1560-7917.ES2014
.19.45.20954.
31. Curry SR, Marsh JW, Schlackman JL, Harrison LH. 2012. Prevalence of
Clostridium difﬁcile in uncooked ground meat products from Pittsburgh,
Pennsylvania. Appl Environ Microbiol 78:4183–4186. https://doi.org/10
.1128/AEM.00842-12.
32. Songer JG, Trinh HT, Killgore GE, Thompson AD, McDonald LC, Limbago
BM. 2009. Clostridium difﬁcile in retail meat products, USA, 2007. Emerg
Infect Dis 15:819–821. https://doi.org/10.3201/eid1505.081071.
33. Louie TJ, Miller MA, Mullane KM, Weiss K, Lentnek A, Golan Y, Gorbach
S, Sears P, Shue YK; OPT-80-003 Clinical Study Group. 2011. Fidaxomicin
versus vancomycin for Clostridium difﬁcile infection. N Engl J Med 364:
422–431. https://doi.org/10.1056/NEJMoa0910812.
34. Cornely OA, Crook DW, Esposito R, Poirier A, Somero MS, Weiss K, Sears
P, Gorbach S; OPT-80-004 Clinical Study Group. 2012. Fidaxomicin versus
vancomycin for infection with Clostridium difﬁcile in Europe, Canada, and
the USA: a double-blind, non-inferiority, randomised controlled trial.
Lancet Infect Dis 12:281–289. https://doi.org/10.1016/S1473-3099(11)
70374-7.
35. Dingle KE, Grifﬁths D, Didelot X, Evans J, Vaughan A, Kachrimanidou M,
Stoesser N, Jolley KA, Golubchik T, Harding RM, Peto TE, Fawley W,
Walker AS, Wilcox M, Crook DW. 2011. Clinical Clostridium difﬁcile: clon-
ality and pathogenicity locus diversity. PLoS One 6:e19993. https://doi
.org/10.1371/journal.pone.0019993.
36. Knetsch CW, Terveer EM, Lauber C, Gorbalenya AE, Harmanus C, Kuijper
EJ, Corver J, van Leeuwen HC. 2012. Comparative analysis of an ex-
panded Clostridium difﬁcile reference strain collection reveals genetic
diversity and evolution through six lineages. Infect Genet Evol 12:
1577–1585. https://doi.org/10.1016/j.meegid.2012.06.003.
37. Roberts AP, Mullany P. 2011. Tn916-like genetic elements: a diverse
group of modular mobile elements conferring antibiotic resistance.
FEMS Microbiol Rev 35:856–871. https://doi.org/10.1111/j.1574-6976
.2011.00283.x.
38. Bakker D, Corver J, Harmanus C, Goorhuis A, Keessen EC, Fawley WN,
Wilcox MH, Kuijper EJ. 2010. Relatedness of human and animal Clostrid-
ium difﬁcile PCR ribotype 078 isolates determined on the basis of
multilocus variable-number tandem-repeat analysis and tetracycline re-
sistance. J Clin Microbiol 48:3744–3749. https://doi.org/10.1128/JCM
.01171-10.
39. Isaac NJB, Turvey ST, Collen B, Waterman C, Baillie JEM. 2007. Mammals
on the EDGE: Conservation priorities based on threat and phylogeny.
PLoS One 2:e296. https://doi.org/10.1371/journal.pone.0000296.
40. Braun V, Hundsberger T, Leukel P, Sauerborn M, Von Eichel-Streiber C.
1996. Deﬁnition of the single integration site of the pathogenicity locus
in Clostridium difﬁcile. Gene 27:29–38. https://doi.org/10.1016/S0378
-1119(96)00398-8.
41. Weinert LA, Chaudhuri RR, Wang J, Peters SE, Corander J, Jombart T, Baig
A, Howell KJ, Vehkala M, Välimäki N, Harris D, Chieu TT, Van Vinh Chau
N, Campbell J, Schultsz C, Parkhill J, Bentley SD, Langford PR, Rycroft AN,
Wren BW, Farrar J, Baker S, Hoa NT, Holden MT, Tucker AW, Maskell DJ;
BRaDP1T Consortium. 2015. Genomic signatures of human and animal
disease in the zoonotic pathogen Streptococcus suis. Nat Commun
6:6740. https://doi.org/10.1038/ncomms7740.
42. Wertheim HF, Nghia HD, Taylor W, Schultsz C. 2009. Streptococcus suis:
an emerging human pathogen. Clin Infect Dis 48:617–625. https://doi
.org/10.1086/596763.
43. Thaker M, Spanogiannopoulos P, Wright GD. 2010. The tetracycline
Tetracycline Selection in C. difﬁcile RT078 ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 17
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
resistome. Cell Mol Life Sci 67:419–431. https://doi.org/10.1007/s00018
-009-0172-6.
44. Public Health England. 2014. English surveillance programme for anti-
microbial utilisation and resistance (ESPAUR) report 2014. https://www
.gov.uk/government/uploads/system/uploads/attachment_data/ﬁle/
362374/ESPAUR_Report_2014__3_.pdf. Accessed 7 November 2018.
45. Manzoor SE, McNulty CAM, Nakiboneka-Ssenabulya D, Lecky DM, Hardy
KJ, Hawkey PM. 2017. Investigation of community carriage rates of
Clostridium difﬁcile and Hungatella hathewayi in healthy volunteers from
four regions of England. J Hosp Infect 97:153–155. https://doi.org/10
.1016/j.jhin.2017.05.014.
46. European Medicines Agency. 2016. Sales of veterinary antimicrobial
agents in 29 European countries in 2014. http://www.ema.europa.eu/
docs/en_GB/document_library/Report/2016/10/WC500214217.pdf. Ac-
cessed 7 November 2018.
47. Scheel W. 1970. Ofﬁcial Journal of the European Communities; Council
Directive of 23 November 1970 concerning additives in feed-stuffs.
https://publications.europa.eu/en/publication-detail/-/publication/de2f
6bfa-e0e7-4383-af1f-3406fa00a4f1/language-en. Accessed 7 November
2018.
48. US Food and Drug Administration. 2016. Center for Veterinary Medicine
Summary report on antimicrobials sold or distributed for use in food-
producing animals. https://www.fda.gov/downloads/ForIndustry/User
Fees/AnimalDrugUserFeeActADUFA/UCM534243.pdf. Accessed 7 No-
vember 2018.
49. Veterinary Medicines Directorate. 2015. UK veterinary antibiotic resis-
tance and sales surveillance report. https://www.gov.uk/government/
uploads/system/uploads/attachment_data/ﬁle/582341/1051728-v53-
UK-VARSS_2015.pdf. Accessed 7 November 2018.
50. Knetsch CW, Kumar N, Forster SC, Connor TR, Browne HP, Harmanus C,
Sanders IM, Harris SR, Turner L, Morris T, Perry M, Miyajima F, Roberts P,
Pirmohamed M, Songer JG, Weese JS, Indra A, Corver J, Rupnik M, Wren
BW, Riley TV, Kuijper EJ, Lawley TD. 2018. Zoonotic transfer of Clostridium
difﬁcile harboring antimicrobial resistance between farm animals and
humans. J Clin Microbiol 56:e01384-17. https://doi.org/10.1128/JCM
.01384-17.
51. Xu C, Weese JS, Flemming C, Odumeru J, Warriner K. 2014. Fate of
Clostridium difﬁcile during wastewater treatment and incidence in South-
ern Ontario watersheds. J Appl Microbiol 117:891–904. https://doi.org/
10.1111/jam.12575.
52. Spigaglia P, Barbanti F, Dionisi AM, Mastrantonio P. 2010. Clostridium
difﬁcile isolates resistant to ﬂuoroquinolones in Italy: emergence of PCR
ribotype 018. J Clin Microbiol 48:2892–2896. https://doi.org/10.1128/
JCM.02482-09.
53. Freeman J, Vernon J, Morris K, Nicholson S, Todhunter S, Longshaw C,
Wilcox MH; Pan-European Longitudinal Surveillance of Antibiotic Resis-
tance among Prevalent Clostridium difﬁcile Ribotypes’ Study Group.
2015. The Pan-European Longitudinal Surveillance of Antibiotic Resis-
tance among Prevalent Clostridium difﬁcile Ribotypes’ Study Group. Clin
Microbiol Infect 21:248.e9–248.e16. https://doi.org/10.1016/j.cmi.2014
.09.017.
54. Peláez T, Alcalá L, Blanco JL, Álvarez-Pérez S, Marín M, Martín-López A,
Catalán P, Reigadas E, García ME, Bouza E. 2013. Characterization of
swine isolates of Clostridium difﬁcile in Spain: a potential source of
epidemic multidrug resistant strains? Anaerobe 22:45–49. https://doi
.org/10.1016/j.anaerobe.2013.05.009.
55. Tariq R, Cho J, Kapoor S, Orenstein R, Singh S, Pardi DS, Khanna S. 2018.
Low risk of primary Clostridium difﬁcile infection with tetracyclines: a
systematic review and metaanalysis. Clin Infect Dis 66:514–522. https://
doi.org/10.1093/cid/cix833.
56. Huang H, Fang H, Weintraub A, Nord CE. 2009. Distinct ribotypes and
rates of antimicrobial drug resistance in Clostridium difﬁcile from Shang-
hai and Stockholm. Clin Microbiol Infect 15:1170–1173. https://doi.org/
10.1111/j.1469-0691.2009.02992.x.
57. Noren T, Alriksson I, Akerlund T, Burman LG, Unemo M. 2009. In vitro
susceptibility to 17 antimicrobials among clinical Clostridium difﬁcile
isolates collected 1993–2007 in Sweden. Clin Microbiol Infect 16:
1104–1110. https://doi.org/10.1111/j.1469-0691.2009.03048.x.
58. Akerlund T, Alefjord I, Dohnhammar U, Struwe J, Noren T, Tegmark-
Wisell K; Swedish C. difﬁcile Study Group. 2011. Geographical clustering
of cases of infection with moxiﬂoxacin-resistant Clostridium difﬁcile PCR-
ribotypes 012, 017 and 046 in Sweden, 2008 and 2009. Euro Surveill
16:19813. https://doi.org/10.2807/ese.16.10.19813-en.
59. Hoa NT, Chieu TT, Nghia HD, Mai NT, Anh PH, Wolbers M, Baker S,
Campbell JI, Chau NV, Hien TT, Farrar J, Schultsz C. 2011. The antimicro-
bial resistance patterns and associated determinants in Streptococcus
suis isolated from humans in southern Vietnam, 1997–2008. BMC Infect
Dis 11:6. https://doi.org/10.1186/1471-2334-11-6.
60. Da Cunha V, Davies MR, Douarre P-E, Rosinski-Chupin I, Margarit I, Spinali
S, Perkins T, Lechat P, Dmytruk N, Sauvage E, Ma L, Romi B, Tichit M,
Lopez-Sanchez M-J, Descorps-Declere S, Souche E, Buchrieser C, Trieu-
Cuot P, Moszer I, Clermont D, Maione D, Bouchier C, McMillan DJ, Parkhill
J, Telford JL, Dougan G, Walker MJ, Holden MTG, Poyart C, Glaser P,
DEVANI Consortium, Holden MTG, Poyart C, Glaser P. 2014. Streptococcus
agalactiae clones infecting humans were selected and ﬁxed through the
extensive use of tetracycline. Nat Commun 5:4544. https://doi.org/10
.1038/ncomms5544.
61. Larsen J, Clasen J, Hansen JE, Paulander W, Petersen A, Larsen AR, Frees
D. 2016. Copresence of tet(K) and tet(M) in livestock-associated
methicillin-resistant Staphylococcus aureus clonal complex 398 is asso-
ciated with increased ﬁtness during exposure to sublethal concentra-
tions of tetracycline. Antimicrob Agents Chemother 60:4401–4403.
https://doi.org/10.1128/AAC.00426-16.
62. Collins J, Robinson C, Danhof H, Knetsch CW, van Leeuwen HC, Lawley
TD, Auchtung JM, Britton RA. 2018. Dietary trehalose enhances virulence
of epidemic Clostridium difﬁcile. Nature 553:291–294. https://doi.org/10
.1038/nature25178.
63. One Health Initiative. 2018. One Health Initiative will unite human and
veterinary medicine. http://www.onehealthinitiative.com/index.php. Ac-
cessed 26 January 2018.
64. Bentley DR, Balasubramanian S, Swerdlow HP, Smith GP, Milton J, Brown
CG, Hall KP, Evers DJ, Barnes CL, Bignell HR, Boutell JM, Bryant J, Carter
RJ, Keira Cheetham R, Cox AJ, Ellis DJ, Flatbush MR, Gormley NA,
Humphray SJ, Irving LJ, Karbelashvili MS, Kirk SM, Li H, Liu X, Maisinger
KS, Murray LJ, Obradovic B, Ost T, Parkinson ML, Pratt MR, Rasolonjatovo
IM, Reed MT, Rigatti R, Rodighiero C, Ross MT, Sabot A, Sankar SV, Scally
A, Schroth GP, Smith ME, Smith VP, Spiridou A, Torrance PE, Tzonev SS,
Vermaas EH, Walter K, Wu X, Zhang L, Alam MD, Anastasi C, et al. 2008.
Accurate whole human genome sequencing using reversible terminator
chemistry. Nature 456:53–59. https://doi.org/10.1038/nature07517.
65. Eyre DW, Cule ML, Wilson DJ, Grifﬁths D, Vaughan A, O’Connor L, Ip CLC,
Golubchik T, Batty EM, Finney JM, Wyllie DH, Didelot X, Piazza P, Bowden
R, Dingle KE, Harding RM, Crook DW, Wilcox MH, Peto TEA, Walker AS.
2013. Diverse sources of C. difﬁcile infection identiﬁed on whole-genome
sequencing. N Engl J Med 369:1195–1205. https://doi.org/10.1056/
NEJMoa1216064.
66. He M, Sebaihia M, Lawley TD, Stabler RA, Dawson LF, Martin MJ, Holt KE,
Seth-Smith HM, Quail MA, Rance R, Brooks K, Churcher C, Harris D,
Bentley SD, Burrows C, Clark L, Corton C, Murray V, Rose G, Thurston S,
van Tonder A, Walker D, Wren BW, Dougan G, Parkhill J. 2010. Evolu-
tionary dynamics of Clostridium difﬁcile over short and long time scales.
Proc Natl Acad Sci U S A 107:7527–7532. https://doi.org/10.1073/pnas
.0914322107.
67. Gladman S, Seemann T. 2008. VelvetOptimiser, 2.1.7. Monash University,
Victoria, Australia.
68. Jolley KA, Maiden MC. 2010. BIGSdb: scalable analysis of bacterial ge-
nome variation at the population level. BMC Bioinformatics 11:595.
https://doi.org/10.1186/1471-2105-11-595.
69. Grifﬁths D, Fawley W, Kachrimanidou M, Bowden R, Crook DW, Fung R,
Golubchik T, Harding RM, Jeffery KJ, Jolley KA, Kirton R, Peto TE, Rees G,
Stoesser N, Vaughan A, Walker AS, Young BC, Wilcox M, Dingle KE. 2010.
Multilocus sequence typing of Clostridium difﬁcile. J Clin Microbiol 48:
770–778. https://doi.org/10.1128/JCM.01796-09.
70. Guindon S, Dufayard JF, Lefort V, Anisimova M, Hordijk W, Gascuel O.
2010. New algorithms and methods to estimate maximum-likelihood
phylogenies: assessing the performance of PhyML3.0. Syst Biol 59:
307–321. https://doi.org/10.1093/sysbio/syq010.
71. Didelot X, Wilson DJ. 2015. ClonalFrameML: efﬁcient inference of recom-
bination in whole bacterial genomes. PLoS Comput Biol 11:e1004041.
https://doi.org/10.1371/journal.pcbi.1004041.
72. Didelot X, Eyre DW, Cule M, Ip CL, Ansari MA, Grifﬁths D, Vaughan A,
O’Connor L, Golubchik T, Batty EM, Piazza P, Wilson DJ, Bowden R,
Donnelly PJ, Dingle KE, Wilcox M, Walker AS, Crook DW, Peto TE, Harding
RM. 2012. Microevolutionary analysis of Clostridium difﬁcile genomes to
investigate transmission. Genome Biol 13:R118. https://doi.org/10.1186/
gb-2012-13-12-r118.
73. Biek R, Pybus OG, Lloyd-Smith JO, Didelot X. 2015. Measurably evolving
Dingle et al. ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 18
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
pathogens in the genomic era. Trends Ecol Evol 30:306–313. https://doi
.org/10.1016/j.tree.2015.03.009.
74. Rambaut A. 2016. Figtree. http://tree.bio.ed.ac.uk/software/ﬁgtree/. Ac-
cessed 26 January 2018.
75. Whittle G, Whitehead TR, Hamburger N, Shoemaker NB, Cotta MA,
Salyers AA. 2003. Identiﬁcation of a new ribosomal protection type of
tetracycline resistance gene, tet(36), from swine manure pits. Appl En-
viron Microbiol 69:4151–4158.
76. Nguyen F, Starosta AL, Arenz S, Sohmen D, Dönhöfer A, Wilson DN. 2014.
Tetracycline antibiotics and resistance mechanisms. Biol Chem 395:
559–575. https://doi.org/10.1515/hsz-2013-0292.
77. Warburton PJ, Amodeo N, Roberts AP. 2016. Mosaic tetracycline resis-
tance genes encoding ribosomal protection proteins. J Antimicrob Che-
mother 71:3333–3339. https://doi.org/10.1093/jac/dkw304.
78. Spigaglia P, Carucci V, Barbanti F, Mastrantonio P. 2005. ErmB determi-
nants and Tn916-like elements in clinical isolates of Clostridium difﬁcile.
Antimicrob Agents Chemother 49:2550–2553. https://doi.org/10.1128/
AAC.49.6.2550-2553.2005.
79. Spigaglia P, Barbanti F, Mastrantonio P, Ackermann G, Balmelli C, Barbut
F, Bouza E, Brazier J, Delmee M, Drudy D, Kuijper E, Ladas H, Mastran-
tonio P, Nagy E, Pituch H, Poxton I, Rupnik M, Wullt M, Yucesoy M;
European Study Group on Clostridium difﬁcile (ESGCD). 2011. Multidrug
resistance in European Clostridium difﬁcile clinical isolates. J Antimicrob
Chemother 66:2227–2234. https://doi.org/10.1093/jac/dkr292.
80. Kuijper EJ, Barbut F, Brazier JS, Kleinkauf N, Eckmanns T, Lambert ML,
Drudy D, Fitzpatrick F, Wiuff C, Brown DJ, Coia JE, Pituch H, Reichert
P, Even J, Mossong J, Widmer AF, Olsen KE, Allerberger F, Notermans
DW, Delmée M, Coignard B, Wilcox M, Patel B, Frei R, Nagy E, Bouza
E, Marin M, Akerlund T, Virolainen-Julkunen A, Lyytikäinen O, Kotila S,
Ingebretsen A, Smyth B, Rooney P, Poxton IR, Monnet DL. 2008.
Update of Clostridium difﬁcile infection due to PCR ribotype 027 in
Europe, 2008. Euro Surveil l13:18942. https://doi.org/10.2807/esm.12
.06.00714-en.
81. Drudy D, Quinn T, O’Mahony R, Kyne L, O’Gaora P, Fanning S. 2006.
High-level resistance to moxiﬂoxacin and gatiﬂoxacin associated with a
novel mutation in gyrB in toxin-A-negative, toxin-B-positive Clostridium
difﬁcile. J Antimicrob Chemother 58:1264–1267. https://doi.org/10.1093/
jac/dkl398.
82. Ruiz J. 2003. Mechanisms of resistance to quinolones: target alterations,
decreased accumulation and DNA gyrase protection. J Antimicrob Che-
mother 51:1109–1117. https://doi.org/10.1093/jac/dkg222.
83. Huang H, Weintraub A, Fang H, Nord CE. 2009. Antimicrobial resistance
in Clostridium difﬁcile. Int J Antimicrob Agents 34:516–522. https://doi
.org/10.1016/j.ijantimicag.2009.09.012.
84. Pecavar V, Blaschitz M, Hufnagl P, Zeinzinger J, Fiedler A, Allerberger F,
Maass M, Indra A. 2012. High-resolution melting analysis of the single
nucleotide polymorphism hot-spot region in the rpoB gene as an indi-
cator of reduced susceptibility to rifaximin in Clostridium difﬁcile. J Med
Microbiol 61:780–785. https://doi.org/10.1099/jmm.0.041087-0.
85. Zerbino DR, Birney E. 2008. Velvet: algorithms for de-novo short read
assembly using de Bruijn graphs. Genome Res 18:821–829. https://doi
.org/10.1101/gr.074492.107.
Tetracycline Selection in C. difﬁcile RT078 ®
March/April 2019 Volume 10 Issue 2 e02790-18 mbio.asm.org 19
 o
n
 M
arch 26, 2019 by guest
http://m
bio.asm
.org/
D
ow
nloaded from
 
